A modification of the method for radioimmunoassayof insulin is described, which achieves satisfactory sensitivity while employing commercially available reagents and antiserums. These modifications consist mainly in lowering the initial percentage binding, reducing the amount of labeled insulin, and preincubating the unlabeled hormone with antiserum. Application of the linear isotope dilution formula, modified for our conditions, proves to be a reliable substitute for the standard curve.
Modifications Required To Enhance Sensitivity
66-3. This antiserum has kept its titer after 8 months of storage at -20#{176}.
Assay Procedure
A standard curve is prepared with each assay on 0, 1.2, 3.6, 6.0, 12.0, 24.0, and 48.0 j.units of insulin.
Control tubes for 100% value (C12) and for waste value (C1) are included; 0.1 or 0.5 ml of a pooled serum is used as the quality control with its own control ( Table 2 ). All samples are assayed at two levels: 0.1 and 0.5 ml, with respective controls for each serum ( 
Evaluation of Method Reproducibility, Precision,and Accuracy
The data on reproducibility, precision, and accuracy are given in Table 4 and Fig 4. A dilutional recovery was carried out in order to *n epm is net cpm (after subtraction of control). were assayed, and total insulin recovered was plotted against total insulin added (Fig 5) . The line represents 100% recovery. The average result of 49 tested normal serums from fasting subjects was 12.4 /Lunits/ml with a standard deviation of ± 5.2, a standard error of ±.75, and a range of 4.7-22.6.
Linear Isotope Dilution Relationshipand Its Application to Experimental Graphs
The binding competition between labeled and unlabeled insulin for antibody does not follow a linear or logarithmic relationship to the concentration of standard insulin added. However, a linear relation can be found by plotting the ratio of bound radioactivity (in both the 
